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S1

Experimental
Materials and methods.
Reagents, solvents and chemicals were purchased from Alfa Aesar or Sigma-Aldrich and were used as supplied without further purification. c-exNDI was synthesised and purified according to published procedure. S1 DNA and RNA oligonucleotides were purchased from Sigma Aldrich. pH was measured using a Thermo Orion 420+ pHmeter (Hamilton combined glass electrode). UV/Vis spectra were recorded on a JASCO V-550 UV/VIS spectrophotometer. Emission experiments were run on a Perkin Elmer LS-65 fluorometer.
The temperature was controlled (±0.1°C) with Cary single cell peltier systems. Quartz cuvettes of 0.4 and 1 cm path length were used. DNAse free water was used throughout all the experiments involving oligonucleotides. The water stock solutions of oligonucleotides (2x10 -3 -5x10 -4 M) and the probe (5x10 -3 M) and the DMF stock solutions of the probe (5x10 -3 M) were stored at -20°C. The appropriate dilutions were performed with water, 1M KCl or NaCl and 1M TRIS-HCl (pH 7.4) aqueous solutions. Annealing of G4 forming oligonucleotides was performed heating them in water (1x10 -1 M KCl or NaCl and 1x10 -2 M TRIS-HCl, pH 7.4) at 95°C for 5 min and then letting them cool down to room temperature overnight. Heating was performed with a termoblock (Accublock by Labnet). If necessary, they were stored at 4°C.
Spectroscopic studies.
Deprotonated c-exNDI from DMF stock solution was diluted with the appropriate solvents to record preliminary spectra. 2x10 -5 M solutions were prepared in neat water and THF and mixed in the appropriate proportions before recording absorption and emission spectra. For the temperature dependent absorption studies, solutions at the appropriate concentration were cooled down to 20°C and then heated up to 90°C. Spectra were recorded after each 5°C interval. For the spectrophotometric pH studies, c-exNDI was diluted at the appropriate concentration in 1x10 -3 M buffers (either phosphoric acid -sodium dihydrogen phosphate or sodium dihydrogen phosphate -disodium monohydrogen phosphate). For spectrofluorimetric pH studies, c-exNDI was diluted the appropriate concentration in 1x10 -3 M sodium borate buffer (initial pH 2) and the pH was increased adding aliquots of 0.1 M NaOH until pH 12 was reached.
S2
Titrations and fluorescence quantum yield measurements.
5x10 -6 M solutions of c-exNDI were titrated with 1x10 -4 M solutions of NAs (Table 1) .
Absorption and emission (λ exc = 605 nm) spectra were recorded after each NA addition and normalized molar absorptivity and fluorescence were plotted as a function of the NA concentration. Data were fitted according to 1:1 and 1:2 models S2 (1 NA and 1 or 2 cexNDI) with GraphPad 7.0 by Prism. Fluorescence quantum yields were measured using S1 . Absorption (2x10 -5 M) and emission (5x10 -6 M, λ exc = 520 nm) spectra of c-exNDI solutions in water and various organic solvents (acetone, ethyl acetate, acetonitrile, chloroform, dimethylformamide, dimethylsulfoxide, methanol, tetrahydrofuran). Tab. S1. Oligonucleotide sequences used in the present study
NA
Sequence Topology
Tab. S2. Fluorescence quantum yields measured for c-exNDI (5x10 -6 M) in water (1x10 -1 M KCl or NaCl, 1x10 -2 M TRIS-HCl buffer, pH 7.4) in the presence of 5x10 -6 M of the NAs analysed in this study using as a reference the tetracationic NDI standard (Scheme S1). The c-exNDI binds the G4 hTel22 inducing a partial change in the G4 conformation and generating ICD bands in the UV/Vis absorption regions of the ligand. B) Taq polymerase stop assay in sequencing polyacrylamide gel of the G4-folded hTel22 template (hTel22) and a control sequence unable to fold into G4 (no-G4 cnt). In the hTel22 template a clear pausing site of the Taq polymerase is visible right before the most 3'-end G-tract of the oligonucleotide. P stands for primer and FL for full-length amplification product. The relevant sequence of hTel22 is shown on the left of the sequencing bands. C) Quantification of the stop bands in the hTel22 template observed in panel B. The band in the untreated sample (c-exNDI = 0) is arbitrarily set to 100%. 
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